[Abstract] The alcohol preference model is one of the most widely used animal models relevant to alcoholism. Stressors increase alcohol consumption. Here we present a protocol for a rapid and useful tool to test alcohol preference and stress-induced alcohol consumption in mice. In this model, animals are given two bottles, one with a diluted solution of ethanol in water, and the other with tap water.
Figure 1. Photos showing experimental set-up for the evaluation of alcohol preference.
A. Tubes in which naïve or conditional knockout mice and wild-type controls are subjected to acute stress. B. Tubes, water bottles, and a clean empty mouse cage. C. Image of the control cage. D. Image of the apparatus for conditioned place preference. 
Note: Standard cage changes are allowed during the habituation period (see below). However, it is recommended to avoid cage changes during the period of data collection to prevent leakage.
The cage can be cleaned between phases. One cage for each subject mouse.
1. Activity Monitor software (Med Associates, St. Albans, VT) (for automated data collection) 2. GraphPad PRISM 6.0 software (GraphPad Software. Inc., San Diego, CA, USA) (for data analysis)
Procedure
All experiments were conducted during dark phase, under dim light illumination.
A. Experimental setup 1. Animals: Naïve C57Bl/6Js were used, and as wild-type controls for the DAT-Cnr2 conditional knockout (cKO) mice. The generation and breeding of the cKO mice was previously reported (Liu et al., 2017) .
2. Experimental space should be quiet and dimly lit, under controlled humidity and temperature.
3. All the cages should be placed on a rack designated for this experiment. The rack should be stable to avoid movement and to prevent leakage. The experimenter should be careful when removing the bottles to minimize the amount of leakage. Leakage should be avoided to reduce undesired variability.
4. The experimental area should be clean, and all the measurements should be conducted at the same time of the day. 5. One of the cages will be the "control cage". This cage will have everything described above except a mouse.
6. All cages should be labeled with the information for the specific experiment, such as the mouse's strain, age, and gender. Food should always be kept on the right side for consistency. 3. The "control cage" has just two bottles of water without a mouse. These bottles are weighed to determine the amount of spillage when bottles are inverted, and to later correct the data of the other groups.
F. Acute stress-induced alcohol preference (5 days) 1. Set up 2 bottle choices for alcohol preference (described above).
2. After removing the bottles for daily weighing on the first day, mice are randomly assigned to be in the experimental or control group. Label the cages with "control" or "experimental" (above where the mouse's number is) and place them by group on the shelf. The experimental group of mice are restrained in a 50 ml conical tube for an hour. After that, they are released and the bottles for both groups (control and experimental) and placed in the cages again. 
Data analysis
All data are transcribed in a spreadsheet. Set up a column for the raw weight data and next to it a column for the corrected weight data. The corrected weight data is the amount of spillage (of water and alcohol) each day from the control cage. This number will be subtracted from the raw weight data. Each day, the spillage amount must be subtracted from the raw water and alcohol weight data to determine the corrected weight.
To calculate the amount of alcohol or water consumed per day, the bottle weights were averaged for each day. These values were then subtracted from the averages of the bottle weights for each group on that day. Subtracting the new bottle weight from that of the previous day gave the amount of alcohol or water drank by the mice overnight.
Day 0 is when the bottles were initially filled with 150 ml of water/alcohol and therefore the consumption for that day was 0.
The alcohol preference ratio was determined by dividing the amount of alcohol consumed by total liquid (alcohol + water) consumed.
The activity monitor recorded time spent in each of the compartments, using the photo electric Representative data: Figure 4 is representative data for Alcohol Preference Test. In this test, the mice were individually housed and habituated with two fluid bottles available for three days. We used two groups: 12 male C57/6J mice as wild-type and 12 male DAT-Cnr2 conditional knockout (cKO) mice that do not express the CB2R in midbrain dopamine neurons. On the day of the experiment, all the animals were weighed. One bottle was filled with 150 ml of tap water and the other was filled with 150 ml of 16% alcohol solution. They were weighed with the tops on and placed on top of the cages (labeled correctly). For the alcohol preference test, the bottles were weighed for each animal for five consecutive days at 10 AM. The positions of the bottles in the different cages were randomized with respect to which side of the cages they were placed. In the second part of the experiment, each group was then split into two groups. One group (n = 6) was stressed by putting them in a 50 ml tube for one hour each day for 5 consecutive days. The rest of the animals remained in their cages. All the bottles were weighed for each animal for five consecutive days at the same time, and all the bottles were placed on top of the cages at 11 AM. In all the experiments, the ratio of alcohol to water consumed and the total fluid consumption were calculated to obtain a preference ratio. The alcohol preference ratio was determined by dividing the amount of alcohol genotypes paired t-test (*P < 0.05, **P < 0.01, ***P < 0.001). 
Notes
Animal considerations:
1. It is important to conduct preliminary studies to characterize the behavioral phenotype with particular equipment, environment, and animals. We measured baseline behaviors of wild-type, heterozygous, and homozygous of the DAT-Cre and DAT-Cnr2 mouse littermates to avoid genetic confounds. This is especially true in the case of varying mouse strains, either inbred or outbred, or if mice have been surgically or behaviorally manipulated prior to alcohol preference test.
2. If required, the baseline of consumption can be established by weighing both bottles filled with 150 ml of water and weighed with the tops on and placed on top of the cages for three days.
